Many colorimetric tests for indole have been described since Gnezda (1899) 
This gives a series of tubes each with 5 ml. of solution and containing decreasing amounts of indole in regular steps as shown.
Using a pipette made from 7 mm. glass tubing and fitted with a 2 ml. rubber bulb, approximately 2 ml. of iso-amyl alcohols is added to each tube. Rubber stoppers are fitted to the tubes and, after inverting about four times, the alcohol is allowed to form in a layer at the surface. This is drawn off with another pipette and transferred to a mixing graduate numbered to conform to the corresponding indole dilution. A separate rubber stopper and pipette is used for each tube. This extraction is repeated three times, pooling the alcoholic extracts in the corresponding mixing graduate. The volume is brought up to 10 ml. with iso-amyl alcohol, then to 25 ml. with ethyl alcohol (95 per cent), and finally, using a volumetric pipette, 10 ml. of Quantitative Indole Reagent, described below, is added to each graduate and the contents thoroughly mixed. A control solution is prepared from 10 ml. iso-amyl alcohol, 15 ml. ethyl alcohol (95 per cent), and 10 ml. Quantitative Indole Reagent.
These solutions are allowed to stand, after thorough mixing, for one hour and then readings are taken on the photoelectric colorimeter.4 The colorimeter is standardized at 100 using the control solution containing no indole but otherwise identical to the other solutions. Readings are then made on the solutions from each cylinder and the results plotted against the respective concentrations of indole.
The curve obtained by these methods is shown in chart 1. Preparation of quantitative indole reagent. The size sample to be tested will depend upon the amount of indole expected. The portion of the curve showing greatest accuracy is below 0.30 mgm. per sample, thus if more than 6.0 mgm. per 100 ml. of medium is expected, a portion smaller than 5 ml. should be used. DISCUSSION We have presented here a photoelectric method for -the quantitative determination of indole which we believe to be as accurate as, and more simple than, any so far reported.
This method is less complicated than that of Happold and Hoyle (1934) in that there is only one extraction as compared to their two. No difficulty is experienced in the change of color of the rosindole body by an excess of Ehrlich's aldehyde, as the intensity of the color in standard solutions is measured by the photoelectric colorimeter and this can be compared at any time with other readings taken under the same conditions. In this type of work the same concentration of the aldehyde must be used at all times regardless of the quantity of indole.
The presence of peptones does not interfere with this test, as has been shown by preparing the c.p. indole dilutions in nutrient broth instead of distilled water. The readings obtained after extraction by iso-amyl alcohol are the same as when the dilutions are made up in distilled water.
These methods have been applied to the study of indole production by Clostridium bifermentans and Clostridium sphenoides. Indole was determined in media containing fermentable carbohydrates in which the acidity ran as high as pH 4.78, as well as in sugar-free media at about neutrality.
We believe that these methods have a wide applicability to the quantitative determination of indole production under a variety of experimental conditions.
